flox allele by Southern analysis. Genomic DNA from ES cell clones was digested with BamH1 and probed with Probe B. The 8.5 kb band is the endogenous Agtr1a locus. The 4.3 kb band is the targeted floxed locus containing neo. The 6.25 kb band is the targeted floxed locus with neo removed by Flp. *Indicates clones with correct rearrangement. Chimeric mice were generated from correctly targeted ES lines using standard techniques. , and the AT2 receptor (C) in kidneys of PTKO and control mice were measured by western blot using specific antibodies: anti-ENaC beta polyclonal at 1:500 from L. Palmer (Cornell Weill), anti-NaK-ATPase alpha 1 monoclonal 464.6 (M. Kashgarian, Yale), and anti-AT2 receptor polyclonal at 1:1,000 (Santa Cruz Biotechnology). Numbers below the blots indicate the mean S.E.M of the sample density normalized to the control baseline set (arbitrarily defined as 1.0). There were no differences in the levels of these proteins measured under each condition between the PTKOs and controls. To examine the extent of compensation of distal nephron function in PTKOs, we compared diuretic and natriuretic responses to furosemide in PTKOs and controls. Briefly, littermate control and PTKO mice received a single intra-peritoneal dose of furosemide (50mg/kg) and were immediately placed in individual metabolic cages. Urine was collected for four hours while mice had free access to food and water. Urine sodium and potassium concentrations were measured using flame photometry immediately after collection. There were no significant differences in the acute responses to NKCC2 inhibition with furosemide between PTKOs and controls. This suggests that distal reabsorption in the thick ascending limb is not enhanced in the PTKOs. Data represent values ± SEM.
Experimental Procedures

Generation of Mice Bearing Conditional Agtr1a Allele
In order to precisely localize key cellular targets of the RAS that control blood pressure, we generated a mouse line with a conditional Agtr1a allele using standard gene targeting methods (Koller and Smithies, 1992) . As shown in Figure S1A , a targeting vector was generated containing a PGK-Neo cassette for positive selection with loxp sites engineered in positions flanking exon 3 of the Agtr1a gene. Correctly targeted 129 ES cell clones were identified by Southern analysis ( Figure S1D ) and the PGK-Neo cassette was removed by transient transfection with Flp recombinase ( Figure S1B ). In the presence of
Cre recombinae, a null allele is generated ( Figure S1C ). Appropriately modified ES cell lines were expanded and injected into blastocysts to generate chimeras. Germ-line transmitting chimeras were bred with wild-type 129/SvEv mice (Taconic) to generate inbred 129/SvEv Agtr1a flox/+ mice.
Generation of PTKO Mice
The Pepck-Cre transgene was back-crossed more than 10 generations onto the 129/SvEv background and these 129/SvEv PEPCK Cre mice were bred with 129/SvEv Agtr1a flox/flox mice to generate PTKO mice.
Verification of Cre-Mediated Recombination
The pattern of transgene expression in proximal tubule was verified by inter-crossing with the ROSA26R reporter line (Mao et al., 1999) as shown in Figures S2A and B .
Agtr1a gene expression, quantified using RT-qPCR, was reduced by 45% in (Song et al., 1992) . Representative autoradiograms are shown in Figures S2D-G . Non-glomerular, AT 1 -specific 125 I-Ang II renal cortical binding was markedly reduced by ≈40% in kidneys from PTKO mice compared to controls; whereas the extent of glomerular binding was virtually identical between the groups ( Figure S2H ).
Antibodies
After blocking, blots ( Figure 3 ) were incubated with one of the following antibodies:
